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Sir: 

We, C. Alan Fu, Helena Mancebo, Brian Wong, and Xiulan Zhou, were at the 
time of the invention employed by Rigel Pharmaceuticals, Inc., the assignee of the above- 
referenced patent application. We are the named and true inventors of the subject matter 
disclosed and claimed in the above-referenced patent application. 

The present invention provides methods of screening for bioactive agents that 
modulate USP-25 (also referred to as SUP) activity by combining a USP-25 protein, a USP-25 
target protein, and a candidate bioactive agent; and then determining the level of ubiquitin- 
conjugated or ubiquitin-like protein-conjugated target protein in the presence and absence of the 
candidate bioactive agent. The invention is based, at least in part, on the identification of USP- 
25 as a ubiquitin peptidase (also referred to as a ubiquitin-specific protease or a ubiquitin 
isopeptidase) that is widely expressed in human tissues. 

We conceived of and reduced to practice the claimed invention in the United 
States prior to December 28, 2000. The attached Exhibit B provides evidence of the conception 
of the invention and its reduction to practice. Exhibit B, with dates redacted therefrom, includes 
an invention disclosure prepared prior to December 28, 2000, which describes experimental 
work done prior to December 28, 2000. This work was done by us or under our supervision. 



EXHIBIT A 



Exhibit B describes the experimental work of Example 1-4 and Figures 5-7 and 9 
bottom of the above-referenced patent application. The experiment described by Example 1, 
Figure 2 of Exhibit B, shows the sequence of USP-25 and identifies ubiquitin protease and 
hydrolase domains. The experiment also identifies conserved residues, i.e., cysteine and 
histidine residues, of USP-25 that we believed were important for its function as a ubiquitin 
peptidase. Figure 4 of Exhibit B (containing the same data as Example 3 and Figure 6 of the 
present application) shows that mutation of the conserved cysteine residue of USP-25 affects the 
activity of the protein in vivo, demonstrating that ubiquitination activity is indeed important for 
the biological function of USP-25. Figure 5 of Exhibit B (containing the same data as Example 4 
of the present application) shows that USP-25 and Syk associate in vivo. Figure 6 of Exhibit B 
(containing the same data as Figure 7 of the present application) provides a model for the 
interaction of USP-25 and Syk in B cells. In addition, Figure 3 of Exhibit B (containing the 
same data as Example 2 and Figure 9 bottom of the present invention) demonstrate that USP-25 
is expressed in many human tissues in addition to B cells, and thus is likely active in 
ubiquitination of many non-B cell specific proteins. The description and Figures of Exhibit B 
demonstrate that we identified USP-25 as a ubiquitin peptidase, and moreover, provide teachings 
for those of skill on how to assay activity of USP-25 and thus, to identify modulators of USP-25 
activity as is claimed. Therefore, the experiments described and presented in Exhibit B 
demonstrate conception and reduction to practice of the claimed methods. 

In view of the foregoing, we respectfully submit that the evidence provided in 
Exhibit B unequivocally establishes that the claimed invention was conceived of and reduced to 
practice prior to December 28, 2000. 



We further declare that all statements made herein of our knowledge are true and 
that all statements made on information and belief are believed to be true; and further that these 
statements are made with the knowledge that willful false statements and the like so made are 
punishable by fine or imprisonment, or both, under Section 1001 of Title 18 of the United States 
Code, and that any such willful false statements may jeopardize the validity of the application or 
any patent issuing thereon. 
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